Source and Description: Phage XL30 was from a flow sorted X-chromosome specific library LAOXNL01. DNA sequences flanking a (GT)^ repeat within Sau3A subclone XL30E of this phage (EMBL accession no. X58705) were used to design PCR primers. Chromosomal Localization and Mendelian Inheritance: Linkage analysis in 16 CEPH families against locus D14S1 (probe pAWlOl, localized to 14q32.32-q32.33 (1)) gave a maximum LOD score of 9.4 at 6 = 0.15. Mendelian inheritance was observed in all cases.
Source and Description: Phage XL30 was from a flow sorted X-chromosome specific library LAOXNL01. DNA sequences flanking a (GT)^ repeat within Sau3A subclone XL30E of this phage (EMBL accession no. X58705) were used to design PCR primers.
PCR Primers:
80718: TCCGTGAGTGATATCTTCTC 80719: CAGCATTACACAGGTACCAA Polymorphism: Nine allelic fragments were resolved on DNA sequencing gels. Lengths of allelic fragments (nt) were: Al = 95, A2 = 93, A3 = 91, A4 = 89, A5 = 87, A6 = 85, A7 = 83, A8 = 81, A9 = 79. Alleles found in four CEPH mothers were: 202-A5, A6; 4502-A4, A6; 10402-A6, A8; 1329402-A6, A9. Chromosomal Localization and Mendelian Inheritance: Linkage analysis in 16 CEPH families against locus D14S1 (probe pAWlOl, localized to 14q32.32-q32.33 (1)) gave a maximum LOD score of 9.4 at 6 = 0.15. Mendelian inheritance was observed in all cases.
PCR Conditions: PCR reactions are carried out in a total volume of 25 fi\ containing: 25 ng genomic DNA, 5 pmole of each primer, 1.5 mM MgCl 2 , 200 jiM dNTPs, 50 mM tris-Cl, 20 mM (NH^SO,,, pH 9, 0.25 mM spermidine and 0.6 units of Replinase™ (NEN/Dupont). Amplification was performed in 96 well plates in a Biosycler™ oven (Bios Corp., New Haven, CT) for 32 cycles. We used a 4 temperature cycle with denaturation at 93°C for 60 seconds, pre-annealing at 53°C for 10 sec, annealing at 48°C for 60 seconds and extension at 72°C for 15 seconds. A 3 minute ramp was programmed for the transition from 53°C to 48°C; all other ramps were programmed to be as brief as possible. PCR products were resolved on DNA sequencing gels, capillary-blotted onto Hybond N+™ nylon membranes (Amersham) and revealed by probing with 5'[ 32 P] labeled (CA) 10 oligomer. Source and Description of Clone: Cosmid 30,1 was from a human chromosome llq-specific library (1). p30,l-l, a Sau 3A subclone of this cosmid in the vector pTZ18u, was partially sequenced (EMBL accession no. X59147) and the sequences flanking a (AC>20 repeat were used to design PCR primers. Chromosomal Localization: Linkage analysis in 9 CEPH families with the Mspl RFLP identified by the probe pHBI59 (Dl IS 146) gave a maximum LOD score of 11.88 at theta = 0. The locus D11S146 has been mapped to chromosome Ilql3 (2).
Mendelian Inheritance: Mendelian inheritance was observed in 9 informative CEPH families with a total of 70 children.
PCR Conditions: PCR was performed in a total volume of 12.5 id containing 25 ng genomic DNA, 2.5 pmole of each primer, 1.5 mM MgCl 2 , 200 /tM dNTPs, 50 mM KC1, 5 mM Tris Cl, pH 8.3, 0.3 units of Taq polymerase (Perkin-Elmer/Cetus) and 0.01% gelatin. Primer # 91249 was 5' end labeled with 32 P. Amplification was for 30 cycles with denaturation at 94°C for 1 min, annealing at 55°C for 1 min and extension at 74°C for 1 min. Amplified products were resolved on DNA sequencing gels and detected by autoradiography.
